We used quantitative histochemistry to measure the size of the extracellular space (ESC) in various regions ofthe rabbit heart.
When inulin, sucrose, and sorbitol were used as ECS markers, the ECS of the AV-nodal tissue was found to be, Fluorometric enzymatic techniques were used to obtain measurements of serum and/or tissue levels of glucose, sorbitol, sucrose, inulin, and AlP as previously described (4, 19, 21, 22 formed by hydroiyzing inulin to fructose (4).
Step 1: the tissue samples were extracted in 0.13 p1 of 0.03 N HC1. Samples were heated in oil wells at 95'C for 20 mm.
Step 2: after cooling, 0.13 pi ofgiucose oxidase reagent (0.12 M imidazoic buffer, pH 7.1, glucose oxidase 250 sg/ml, bovine semm albumin 0.04 %) was added to the oil wells to destroy endogenous glucose. After incubating at 37C for 40 mm, the reactions were stopped by heating the oil wells at 100'C for 3 mm.
Step 3: fructose-6-P was converted to glucose-6-P with the addition of 2.0 si of phosphoglucose isomerase reagent (0.1 M Tris-HCI, pH 8.1, 7 mM MgCI2, 1 mM NADP, 4 mM AlP, 0.1% bovine serum albumin, hexokinase from yeast 2 sg/ml, glucose-6-phosphate dehydrogenase from yeast 1 sg/mi, and phosphoglucose isomerase from yeast 2 sg/mi).
Step 4: the amount of NADPH, stoichiometrically equivalent to the concentration offructose reduction units, was then measured exactly as described by Lowry and Passonneau (19) . All enzymatic cycling was performed with 50 sl of cycling reagent.
The sucrose assay is based on the alkali lability of glucose and the stabiity ofsucrose (4).
Step 1: tissue samples were extracted in 0.13 psi of0.1 N NaOH at 100'C for 25 mm to destroy endogenous glucose.
Step 2: an equal volume of0.2 N HCI was added and samples were again heated for 25 mm at 100C to cleave the sucrose into fructose and glucose. and glucose-6-phosphate dehydrogenase from yeast 1 sg/ml).
Step 4: as for inulin, the amount ofNADPH, stoichiometrically equivalent to the concentration of sucrose, was then measured exactly as described by Lowry and Passonncau (19) .
The glucose assay is based on the conversion of glucose to giucose-6-P and subsequent oxidation of glucose-6-P to 6-P-gluconolactone (19 After 30 mm at 25'C, 4.8 sl of 0.2 N NaOH was added.
Step 3: the oil wells were heated for 20 mm at 75'C and then a 2-sl aliquot was transferred to 50 jal of cycling reagent. The cycling of NADPH was performed as described by Lowry and Passonneau (19) .
The sorbitol microassay was adapted from previously published assays (4). Sorbitol is oxidized by sorbitol dehydrogenase.
The amount of NADH generated is equal to the amount of sorbitoi in the sample.
Step 1: tissue samples were extracted with 10 mM HCI.
Step 2: an equal volume of sorbitoi dehydrogenase reagent (90 mM 2-amino-2-methyl-1,3-propancdiol-HC1 buffer, pH 9.5, 2 mM NAD, 0.04% bovine serum albumin, and sorbitol dehydrogenase 0.5 mg/mi) was added to the sample and incubated at 25'C for 60 mm.
Step 3: a volume of0.8 sl of0.1 N NaOH was added to the sample and the oil wells were heated at 75'C for 15 mm.
Step 4: a 1.0-sl aliquot was removed from the oil well and added to 50 lsl of NAD . When inulin was used as an extracellular marker, as demonstrated in Figure 3 , the extracellular space ofthe AV node was found to be markedly larger than the extracellular space ofventricular mus-
dc.
As shown in l#{224}bie 1, the extracellular space of the AV node was about 2.5 times larger than that ofleft ventricular muscle when inulin, sorbitol, and sucrose markers were measured. ,: As shown in Figure  4c , the extracellular space component of 
MEASUREMENT OF EXTRACELLULAR SPACE IN RABBIT AV NODE 1673
4.9 ± 0.9
11.0 
plasma glucose(mM)
MEASUREMENT
OF EXTRACELLULAR SPACE IN RABBIT AV NODE
1675 dc. To our knowledge, the extraccllular space of the AV node has never been measured previously. 
